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5X 1X 6.0 
MgCl2 
(Promega) 
25mM 2.5mM 2.0 
dNTPs 10mM 
 
0.25mM 0.5 (each) 
F. Primer (Fish F1) 10µM 
 
0.25µM 0.5 
R. Primer (Fish R1) 
 
10µM 0.25µM 0.5 
Taq Polymerase 
(Promega) 
5U/µl 3U 0.6 
Autoclaved dH2O  
 
 6.8 
DNA Template 50ng/µl 
 
80ng 1.6 






























Appendix C: A list of optimum thermal cycling profile used in this study. 
 
Thermal Cycle Temperature (°C) Time (min) 
Initial denaturation 96 5 
Denaturation 94 45sec 
Annealing 45 45sec 
Extension 72 30sec 
Final extension 72 10 
























































































                 
 
                100bp    1          2           3           4           5           6          7  
                                                    
 
 












                  
Appendix E: Banding pattern of COI amplicon with optimized annealing temperature in 




      (1) Lane 1: 45°C, Lane 2: 46.1°C, Lane 3: 47.4°C, Lane 4: 48.9°C, Lane 5: 51.0°C,   
            Lane 6: 53.4°C and Lane 7: 54.7°C.  
      (2) Marker: 100bp DNA Ladder (Vivantis). 
      (3) PCR products run on 1% agarose gel at 80 volt for 35 minutes.  
 
 
 
